The goal of this study was to observe the effect of the apoptosis of Kupffer cells (KCs) selectively induced by zoledronate liposomes following the hepatic ischemia-reperfusion injury (IRI) in the rat liver transplantation model and to explore its mechanisms.
Background
Ischemia-reperfusion injury (IRI) is an important cause of liver damage during surgical procedures, such as hepatic resection and liver transplantation, and represents the main cause of graft dysfunction post-transplantation [1] , severe shock, and other pathological processes [2] . The process of IRI always results in adenosine triphosphatase (ATP) depletion, the production of reactive oxygen species (ROS), and progressive tissue destruction, and the process is accelerated on reperfusion in the recipient [3] . Effective prevention and treatment for the IRI in the grafted liver can improve the function of the grafted liver and increase the success rate of liver transplantation. Thus, it is currently one of the hot topics in the field of liver surgery [4] [5] [6] . A large number of studies have shown that ischemic preconditioning, which refers to one or more transient IR episodes induced in body tissues or organs that confers a state of endogenous protection of body tissue and cells against subsequent long-term ischemic injuries [7] , and drug pretreatment, including more than 8 kinds of drugs [8] , can be helpful in the prevention and treatment of the grafted liver IRI [9, 10] . In the early stage of IRI, the activation of Kupffer cells (KCs) and the over-expression of inflammatory factors, such as tumor necrosis factor-a (TNF-a), are the main initiating factors leading to the persistent imbalance of the self-stabilizing mechanism between pro-inflammatory and anti-inflammatory reactions in vivo [11] . Effective regulation of KC function may be an effective way to prevent and treat the IRI of the grafted liver. In a systematic review, KC inactivator was surely one of the most widely used drugs for donor animals [8] .
Zoledronate is a nitrogen-containing bisphosphonate that selectively induces apoptosis in monocyte-macrophage cells [12] . In this study, we successfully established an IRI rat model of liver transplantation, and then zoledronate liposome was used to pretreat the donor liver to induce KC apoptosis in the donor liver, to explore its effects on the grafted liver IRI, and to provide a theoretical basis for the protection of the grafted liver IRI.
Material and Methods

Animals and grouping
A total of 40 healthy male Sprague-Dawley rats (clean grade), weighing 220-260 g, were purchased from the Laboratory Animal Center, Soochow University, China. The body weight of the recipient rats was equal to or slightly heavier than the donor rats.
This study was carried out in strict accordance with the recommendations in the Guide for the Care and Use of Laboratory Animals of the National Institutes of Health. The animal use protocol has been reviewed and approved by the Institutional Animal Care and Use Committee of Nanjing Medical University.
After temporary rearing, 40 rats were selected and randomly divided into 3 groups. After food fasting for 12 hours and liquid fasting for 4 hours, rats underwent intraperitoneal anesthesia by ketamine (80 mg/kg). The in situ liver transplantation was performed by the "improved 2-cuff technique" [13, 14] . A sham-operation (Group A, n=8) was conducted in which rats underwent laparotomy without liver transplantation. A saline control group (Group B, n=16) included the donor rats that received the tail vein injection of 1 mL saline once per day for 3 consecutive days. Then, the donor liver was taken out and preserved in cold for 2 hours before it was transplanted into the recipient rats. The zoledronate pretreatment group (Group C, n=16) consisted of donor rats that received a tail vein injection of 1 mL zoledronate liposome (0.001 mg/mL, C 5 H 10 N 2 O 7 P 2 H 2 O with molecular weight=290.11; 4 mg/bottle; batch number: H20041953; Jiangsu Hengrui Pharmaceutical Co., Ltd., China) once per day for 3 consecutive days. Then, the donor liver was taken out and preserved in cold for 2 hours before it was transplanted into the recipient rats.
Sampling and determination of indicators
The recipient rats were anesthetized at 24 hours after the transplantation to determine the bile secretion flow and collect blood samples. Then, the rats were sacrificed for additional sampling.
Determination of bile secretion flow
A catheter for epidural anesthesia was inserted into the common bile duct from the proximal end. According to the length of the bile in the catheter, bile secretion flow per minute was estimated and then divided by the weight of the donor liver, which was defined as the bile secretion flow per gram of liver per minute (μL/min·g liver). The capacity of the catheter was calculated by injecting 50 μL colored liquid into the catheter with a microinjector and measuring the length a total of 6 times. As a result, 1 mm=0.65±0.26 μL.
Blood collection and liver tests
For each rat, 5 mL blood was drawn from the inferior vena cava and centrifuged at 2500 r/min for 15 minutes. The serum was collected in EP tubes and stored for the detection of alanine aminotransferase (ALT), glutamate aminotransferase (AST), interleukin (IL-1), LDH (lactate dehydrogenase), g-GT (g-glutamyl transpeptidase), and TNF-a using enzyme linked immunosorbent assay (ELISA) kits (Santa Cruz).
Liver tissues sampling
KCs are located in the hepatic sinus of the liver and have with irregular shapes. Most parts of the cell protrude into or completely mobilizes into the sinusoids. Because they extend into the sinusoidal space and come into direct contact with the hepatocytes. The grafted liver specimens in the recipient rats were sampled and fixed in 10% formalin and embedded in paraffin. Serial sections of 4 μm were stained using hematoxylin-eosin methods and observed under a light microscope. The sections were all used for determining the numbers of KCs by immunohistochemistry (IHC) using antibody CD68 and detecting in situ hepatocyte apoptosis using a TUNEL Kit (Roche, USA).
Apoptosis index and immunohistochemical quantitative analysis
The slices were observed at 400× magnification under the microscope. The images were taken and input into ImagePro Plus 10.0 image software to select and measure the positive staining area and visual field of view. Five fields were randomly selected in each slice for calculating the "positive area," which was defined as: the mean proportion (%) of the positive area of TNF-a in the visual area.
The apoptotic index (AI) was expressed as a percentage. Five fields at 400x magnification were randomly selected in each slice for calculating AI following the formula: AI=(the number of apoptotic cells/100 cells)×100%.
Neutrophil infiltration is an important factor in liver IRI, and Suzuki semi-quantitative scoring was used to estimate congestion, vacuolar degeneration, and necrosis in different groups [15] .
Statistical analysis
The SPSS15.0 statistical software package was employed for the statistical analysis of the data. All data are expressed as mean ± standard deviation (SD). Pairwise comparisons of the measurement data among the groups were performed using a one-way ANOVA, whereas the ranked data were compared using the Rank sum test (Kruskal-Wallis method). The difference at the level of P<0.05 was regarded as significant.
Results
Bile secretion flow
At 24 hours after the liver transplantation, the bile secretion flow was measured, which was significantly decreased in Group B (Saline group, 2.73±0.63 μL/min·g liver; P<0.01) as compared with that in Group A (Sham-operation group, 12.10±1.64 μL/min·g liver) or Group C (zoledronate liposome group, 9.62±1.38 μL/min·g liver). There was no significant difference in the amount of bile secretion between Group C and Group A (P>0.05, Table 1 ).
Serum levels of ALT, AST, LDH, and g-GT
The serum levels of ALT, AST, LDH, and g-GT in Group B were all significantly higher than those in Groups A or C (P<0.01), whereas there was no significant difference in the 4 indicators between Groups A and C (P>0.05, Table 1 ).
Serum levels of IL-1 and TNF-a
Compared with Group A, the serum levels of IL-1 and TNF-a in Group B and Group C were significantly increased (P<0.01). However, as compared with Group B, the levels of IL-1 and TNF-a in Group C were notably decreased (P<0.01, Table 1 ).
Hematoxylin-eosin staining
There was no obvious abnormal change observed in the liver sections in Group A ( Figure 1A-1C) , but most hepatocytes were swollen and cloudy, with cytoplasmic balloon degeneration, hepatocellular sheeted degeneration and necrosis, moderate and severe dilatation in the liver sinusoid, and obvious congestion ( Figure 1D-1F) . In contrast, hepatocytes in Group C revealed mild swelling, cytoplasmic balloon degeneration, and a small amount of sinusoidal congestion, but without a significant necrosis area ( Figure 1G-1I ).
The Suzuki scores of congestion, vacuolar degeneration, and necrosis of Group B were remarkably higher than those in Group A (P<0.05). In contrast, the Suzuki scores for the aforementioned 3 indexes in Group C were prominently lower than those in Group B (P<0.05, Table 2 ). Expression of TNF-a IHC staining revealed that few hepatocytes in Group A expressed TNF-a (1.34±0.25, Figure 1D . Conversely, a large number of hepatocytes and sinus endothelial cells in Group B were stained brown (34.66±7.49, Figure 1E ), whereas in Group C, weakly positive cells with weak brownish-yellow stain were observed in only a few local hepatocytes (12.32±2.09, Figure 1F ). Compared with that in Group A, the positive percentages of TNF-a in Groups B and C were both significantly elevated (P<0.01 and P<0.05, respectively; Figure 1D -1F).
The apoptosis index (AI)
The TUNEL assay revealed that only a very small number of apoptotic cells was found in Group A ( Figure 1G ). Compared with that in Group A (2.62±0.43), the AIs in Group B and Group C were both enhanced (27.96±5.21 and 13.65±3.76, respectively; P<0.01. Figure 1H, 1I) . Compared with Group B, the AI in Group C was significantly decreased (P<0.05, Table 2 ).
Kupffer cells (KCs)
The number of KCs (positive for CD68) was 7.6±1.5 for Group A, 28.6±9.5 for Group B, and 19.3±5.1 for Group C. There was significant difference among the 3 groups (P<0.01). The number of KCs (positive for CD68) in the donor liver was markedly reduced by the zoledronate liposomes pretreatment (2.8±0.6), as compared with that in Group A (P<0.05, Figure 2 , Table 3 
Discussion
Liver transplantation has become the primary treatment for the end-stage liver disease. During the transplantation, IRI is an unavoidable pathological process in the donor liver and is closely related to the primary non-function of the grafted liver [2] . Existing research [6, 11] shows that liver IRI is divided into 2 stages: early injury and late injury, with very complicated mechanisms. Early injury on hepatocytes is directly induced by the cytokines, such as TNF-a, IL-1, and IL-6 released by activated KCs and a large amount of ROS. During the cold preservation of the donor liver, the energy metabolism of the liver is impaired, and the synthesis of ATP is decreased, although decomposition is enhanced. In addition to the acidic environment of the tissues induced by anaerobic glycolysis and lactic acid accumulation and the increase in intracellular Ca 2+ activation status, KCs are kept in a pre-activated state. During the transplantation surgery, the portal vein is blocked, which causes congestion and increased permeability into the intestinal canal, facilitating the entry and accumulation of bacterial endotoxins in the portal vein system. Approximately 15 minutes after the reperfusion of the grafted liver, the endotoxin accumulated in the portal blood flow can essentially activate all of the KCs [16] . The activated KCs have enhanced phagocytosis and produce a variety of biologically active substances, such as ROS and water-soluble enzymes, which can metabolize and detoxify the bacteria, endotoxins, and many toxic substances that enter the liver, and thus play a protective role in the grafted liver. However, at the same time, ROS and water-soluble enzymes, together with a large number of inflammatory cytokines, such as TNF-a, IL-1, PAF, and IL-6 secreted by KC activation, interact with CD4 + T cells and cause neutrophils to adhere to the sinusoidal endothelial cells (SLE) and infiltrate the hepatic parenchymal cells, forming an inflammatory cascade that further aggravates the reperfusion injury of the grafted liver [17, 18] .
The previous study shows that cell apoptosis in tissue is the main reason leading to organ damage and non-function [19] . Under the attack of ischemia-reperfusion injury, the transplanted liver is damaged not only from the direct role of ischemia-reperfusion injury, but also from the activation and enlargement of apoptosis. Animal experiments that study the liver ischemia-reperfusion injury had found that ischemiareperfusion injury can cause apoptosis of rat hepatocytes, and the apoptosis mainly occurs during early stage postreperfusion [20] . Apoptosis is also found in the renal tubular epithelial cells in renal transplantation [21] and heart tissue in cardiac allografts [22] , suggesting that apoptosis plays an important role in graft ischemia-reperfusion injury.
Therefore, in the early stage of graft reperfusion, the activation of KC and the over-expression of inflammatory factors, such as TNF-a and IL-1, are the main initiating factors of the pathological process that causes the persistent imbalances of the proinflammatory/anti-inflammatory homeostasis in vivo and further amplify the inflammatory cascade; thus, leading to IRI and liver failure of the grafted liver. Effective regulation of the KC function may be an effective way to prevent and treat the IRI in the grafted liver [23] .
At present, the inhibition and regulation of KC function has become one of the hot topics in research regarding protecting the transplanted liver from IRI. The existing studies are mainly focusing on suppressing the phagocytosis and secretion of KCs by taurine, carbon monoxide, and hemeoxygenase-1 (HO-1) , or inducing KCs apoptosis by GdCl3, so as to reduce IRI in the grafted liver [24] [25] [26] [27] [28] . Although they have achieved some protective effects, the reagents cannot be commercialized, and no related clinical research has been reported.
Zoledronate, a nitrogen-containing bisphosphonate, has the effect that selectively induces apoptosis on mononuclear macrophages. There was a study that found that zoledronate liposomes treatment could significantly increase the apoptosis in the liver of rats [29] . Liposome is an ideal drug carrier, which is circulated in the blood system and mainly phagocytized by the reticuloendothelial system of the liver and spleen. Regarding this, we constructed a zoledronate liposome to pretreat the donor liver to study the protective roles of its selective induction of the apoptosis of KCs on the transplanted liver during the IRI.
In the present study, we found that KCs in the transplanted rat liver were significantly decreased and the levels of serum TNF-a and IL-1 were also prominently reduced after pretreatment with zoledronate liposomes (P<0.05). Moreover, the apoptosis index of hepatocytes was notably decreased by pretreatment with zoledronate liposomes (P<0.05). Liver histopathological examination revealed that the degeneration and necrosis of hepatocytes were significantly improved by zoledronate liposomes. However, in the control group treated with saline, the structure of hepatic cords in hepatic lobules was unclear, the hepatocytes were obviously swollen, and some hepatocytes were necrotic. Our results showed that zoledronate liposomes can inhibit the inflammatory cascade and reduce the release of cytokines (such as TNF-a and IL-1) by inducing apoptosis of KCs, and thereby reducing the extent of IRI in liver transplantation.
Conclusions
Kupffer cells are one of the important factors that lead to liver damage during the IRI process of liver transplantation. Zoledronate effectively protects the liver grafts from ischemiareperfusion injury by inducing KCs apoptosis and reducing the release of cytokines.
